K for 10 minutes at 37°C (12.5 [il of 10 mg/ml stock in 250 ml prewarmed RNase-free RNAse buffer), title 
sections were washed in 0.5 x SSC for 10 minutes at room temperature. The sections were dehydrated in 70%, 
95%, 100% ethanol, 2 minutes each. 

B. Pretreatment of paraffin-embedded sections 

The slides were deparaffinized, placed in SQ H2O, and rinsed twice in 2 x SSC at room temperature, 
5 for 5 minutes each time. The sections were deproteinated in 20 /tg/ml proteinase K (500 id of 10 mg/ml in 250 
ml RNase-free RNase buffer; 37°C, 15 minutes) - human embryo, or 8 x proteinase K (100 [il in 250 ml Rnase 
buffer, 37 °C, 30 minutes) - formalin tissues. Subsequent rinsing in 0.5 x SSC and dehydration were performed 
as described above. 

C. Prehybridization 

10 The slides were laid out in a plastic box lined wifli Box buffer (4 x SSC, 50% formamide) - saturated 

filter paper. The tissue was covered with 50 fil of hybridization buffer (3 .75g Dextran Sulfate + 6 ml SQ H2O), 
vortexed and heated in the microwave for 2 minutes with the cap loosened. After cooling on ice, 18.75 ml 
formamide, 3.75 ml 20 x SSC and 9 ml SQ HjO were added, the tissue was vortexed weU, and inc\ibated at 
42°C for 1-4 hours. 

15 D. Hvbridization 

1.0 X 10* cpm probe and 1.0 fil tRNA (50 mg/ml stock) per sUde were heated at 95°C for 3 minutes. 
The slides were cooled on ice, and 48 fd hybridisation buffer were added per slide. After vortexing, 50 /tl ^^P 
mix were added to 50 /tl prehybridization on slide. The slides were incubated overnight at 55''C. 
E. Washes 

J20 Washing was done 2 x 10 minutes with 2xSSC, EDTA at room temperature (400 ml 20 x SSC + 16 

ml 0.25M EDTA, Vf=4L), followed by RNaseA treatment at 37°C for 30 minutes (500 fd of 10 mg/ml m 250 
ml Rnase buffer = 20 ng/mi). The slides were washed 2 x 10 minutes with 2 x SSC, EDTA at room 
temperature. The stringency wash conditions were as follows: 2 hours at 55°C, 0. 1 x SSC, EDTA (20 ml 20 
X SSC + 16 ml EDTA, Vf=4L). 
25 F. Oligonucleotides 

In situ analysis was performed on a variety of DNA sequences disclosed herem. The oligonucleotides 
employed for fliese analyses were derived from the nucleotide sequences disclosed herein and generally range 
from about 40 to 55 nucleotides in length. 

G. Results 

30 In situ analysis was performed on a variety of DNA sequences disclosed herein. The results from these 

analyses are as follows. 
(1) DNA29101-1122 (PRO200) 

Fetal : Lower limb expression in developing lower limb bones at the edge of the cartilagenous anlage 
(i.e. around the outside edge); in developing tendons, in vascular smooth muscle and in cells embracing 

35 developmg skeletal muscle myocytes and myotubes. Escpression also observed at the epiphyseal growth plate. 
Lymph node expression in marginal sinus of developing lymph nodes. Thymus expression in the subcapsular 
region of &e thymic cortex, possibly representing either the subcapsular epithelial cells or the proliferating, 
double negative, thymocytes that are found in this region. Spleen is negative. Trachea eiqpression in smooth 
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muscle. Brain (cerebral cortex) focal expression in cortical neurones. Spinal cord negative. Small intestine 
expression in smoolh muscle. Hiyroid - generalized egression over thyroid epithelium. Adrenal is negative. 
Liver e5q)ression in ductal plate cells. Stomach expression in mural smooth muscle. Fetal skin expression in 
basal layer of squamous epithelium. Placenta expression in mterstitial cells m trophoblastic villi. Cord 
egression in wall of arteries and vein. 
5 Comments : Expression pattern suggests that PRO200 may be involved in cell 

differentiation/proliferation. 

High expression was observed at the following additional sites: Chimp ovary - granulosa cells of 
maturing follicles, lower intensity signal observed over thecal cells. Chimp parathyroid - high ejqsression over 
chief cells. Human fetal testis - moderate expression over stromal cells surroimding developing tubules. Human 
10 fetal lung - high expression over chondrocytes in developing bronchial tree, and low level e3q>ression over 
branching bronchial epithelium. Specific es^jression was not observed over the renal cell, gastric and colonic 

^ carcmomas. Fetal tissues examined (E12-E16 weeks) include: placenta, umbilical cord, liver, kidney, adrenals, 
thyroid, lungs, heart, great vessels, oesophagus, stomach, small intestine, spleen, thymus, pancreas, brain, eye, 
spinal cord, body wall, pelvis and lower limb. Adult tissues examined; liver, kidney, adrenal, myocardium, 

fl5 aorta, spleen, lymphnode, pancreas, lung, skm, cerebral cortex (nn), hippocampus(rm), cerebellum(rm), penis, 
eye, bladder, stomach, gastric carcmoma, colon, colonic carcinoma and chondrosarcoma. Acetominophen 

^ induced liver injury and hepatic cirrhosis. 

(2) DNA30867-1335 (PR0218'> 

'20 Low level expression over numerous epithelia including fetal small intestine, fetal thyroid, cMmp gastric 

epiflielium. E3q)ression also seen over malignant cells in a renal cell carcinoma. Expression in fetal brain, over 
cortex. The distribution does not suggest an obvious function. Human fetal tissues examined (E12-E16 weeks) 
mclude: placenta, umbilical cord, liver, kidney, adrenals, thyroid, lungs, heart, great vessels, oesophagus, 
stomach, small intestine, spleen, thymus, pancreas, bram, eye, spinal cord, body wall, pelvis and lower limb. 

25 Adult human tissues examined: kidney (normal and end-stage), bladder, adrenal, spleen, lymph node, pancreas, 
lung, skin, eye (mc. retina), colon, bladder, liver (normal, cirrhotic, acute failure), heart, clear cell carcinoma 
of kidney, gastric adenocarcinoma, colorectal carcinoma. Non-human primate tissues examined: Cbimp tissues: 
salivary gland, stomach, thyroid, parathyroid, tongue, thymus, ovary, lymph node, peripheral nerve. Rhesus 
Monkey tissues: cerebral cortex, hippocampus, cerebellum, penis. 

30 

(3) DNA40021-1154 (PR0285> 

Low levels of e:q)ression observed in the placenta and over hematopoietic cells in the mouse fetal liver. 
No expression was detected in eidier human fetal, adult or chimp lymph node and no expression was detected 
in human fetal or human adult spleen. Fetal tissues examined (E12-E16 weeks) include: placenta,- umbilical 
35 cord, liver, kidney, adrenals, thyroid, lungs, heart, great vessels, oesophagus, stomach, small mtestine, spleen, 
thymus, pancreas, bram, eye, spmal cord, body wall, pelvis and lower limb. Adult tissues examined: liver, 
kidney, adrenal, myocardium, aorta, spleen, lymph node, pancreas, lung, skin, cerebral cortex (rm), 
hippocampus(rm), cerebellum(rm), bram infarct (human), cerebritis (human),penis, eye, bladder, stomach. 
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gastric carcinoma, colon, colonic carcinoma, thyroid (chinqj), parathyroid (chinqi) ovary (chimp) and 
chondrosarcoma. Acetominophen induced liver injury and hepatic cirrhosis. 

(4) DNA39523-1192 (PR0273') 

Expression over epithelium of mouse embryo skin as well as over basal epithelium and dermis of human 
5 fetal sMn. Basal epithelial pegs of the squamous mucosa of the chimp tongue are also positive. Expression over 
a subset of cells in developing glomeruli of fetal kidney, adult renal tubules, and over "thyroidized" epithelimn 
in end-stage renal disease, low expression in a renal cell carcinoma, probably over the epithelial cells. Low level 
expression over stromal cells in fetal lung. Expression over stromal cells in the apical portion of gastric glands. 
High expression in the lamina propria of the fetal small intestinal villi, normal colonic mucosa and over stromal 

10 cells in a colonic carcinoma. Strong ej^iression over benign connective tissue cells in the hylanized stroma of 
a sarcoma. Egression over stromal cells in the placeirtal villi and the splenic red pulp. In the brain, ejqjression 
over cortical neurones. Connective tissue surrounding developing bones and over nerve sheath cells in the fetus. 
Fetal tissues examined (E12-E16 weeks) include: placenta, umbilical cord, liver, kidney, adrenals, thyroid, 
lungs, heart, great vessels, oesophagus, stomach, small intestine, spleen, thymus, pancreas, brain, eye, spinal 

"15 cord, body wall, pelv^ and lower limb. Adult tissues examined: liver, kidney, adrenal, myocardium, aorta, 
spleen, Ijmiph node, pancreas, lung, skin, cerebral cortex (rm), Mppocampus(rm), eye, stomach, gastric 
carcinoma, colon, colonic carcinoma, thyroid (chimp), parathyroid (chinq)) ovary (chimp) and chondrosarcoma. 
Acetominophen induced liver injury and hepatic cirrhosis. 

Expression was present in many cells in the outer layers (I and U) of the monkey cerebral cortex. A 

20 small subset of cells in flie deeper cortical layers also expressed mRNA for this chemokme homolog. Scattered 
cells within the molecular layers of the hippocampus and bordering the iraier edge of (he dentate gynis contained 
chemokine homolog mRNA. No expression was detected within the cerebellar cortex. Chemokiae homolog 
expression is not observed in infarcted brain, where cell death has occurred in the regions where the chemokine 
homolog normally is eJ5>ressed. This probe could possibly serve as a marker of a subset of neurons of outer 

25 layers of the cerebral cortex and could possibly reveal neuronal migration disorders. Abnormal neuronal 
migration is a possible cause of some seizure disorders and schizophrenia. In order to gain a better appreciation 
of the distribution of this mRNA we wUl test whether the probe will cross-hybridize with mouse bram tissue. 

Also shows intriguing and specific patterns of hybridization within postnatal day (P) 10 and adult mouse 
brains, hi one sagittal section of PIO mouse brain, strong signal was observed scattered within the molecular 

30 layer of the hippocampus and inner edges of the dentate gyrus. CeUs in the presubiculum were moderately 
labeled; the signal extended in a strong band through outer layers of the retrosplenial cortes to die occipital 
cortex, where the signal diminished to background levels. A small set of positive neurons were detected in 
deeper regions of PIO motor cortex; neurons in outer layers of PIO cortex did not exhibit signal above 
background levels. Moderate hybridization signal was also detected in the inferior colliculus. Chemokine 

35 homolog signal m the adult mouse brain was evaluated in three coronal sections at different levels. Strong signal 
was detected in the septum and in scattered neurons in the pontine nuclei and motor root of tiie trigeminal nerve; 
moderate signal was seen in the molecular layers of the hippocaiiq)us and outer layers of the retrosplenial cortex. 
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